Introduction
In the first Part of this article (see p. 177) an automated procedure for the analysis of amino-acids in human physiological fluids, using pre-column derivatization with o-pththalaldehyde/2-mercaptoethanol (OPA/ MCE) and high pressure liquid chromatography (HPLC), was described. This method utilizes dialysis to remove high molecular weight components that can poison chromatography columns, and permits both complex and concentrated biological samples to be sampled directly. The The configuration of the system is shown in figure 2 . The timing diagram for treating one sample operation is shown in figure 3 ; the system operates as follows: serum specimens are loaded into sample cups and placed on the sampler, the integrator activated the sampler to introduce the probe into the sample. The Figure 4 shows the chromatograms obtained with the treated serum samples using the system described. The performance of the system was examined by estimating the within-run assay variance, with and without reference to the internal standard. 0"5 ml of stock phenobarbitone and 0"5 ml of stock hexobarbitone solution was diluted to 100 ml with pooled human serum. This provided a serum phenobarbitone concentration of 30 mg/1, which was within the recognized therapeutic range of 15-40 mg/1 [3] for this drug. Thirty samples of the pooled supplemented serum were analysed through the dialysis, TEC system. The coefficient of variation with and without reference to hexobarbitone was 1.5% and 1.4% respectively. Carryover between samples was determined by sampling a serum sample (supplemented with phenobarbitone and hexobarbitone), followed by a water sample. No carryover could be detected. The procedure was found to be linear up to 100 mg/1 of phenobarbitone in serum.
Efficiency of the system
The efficiency of the system was determined by substituting the dialysis/TEC components with a standard 20 tl loop on the 7010 Rheodyne valve and injecting known quantities ofphenobarbitone and hexobarbitone onto the HPLC column. The peak areas obtained were compared with those obtained using the dialysis/TEC system described. The recovery of the analytes were calculated on the basis of the volume of the donor side of the dialyser and found to be 28 and 32% for phenobarbitone and hexobarbitone respectively.
Discussion
The automatic sequential, trace enrichment of dialysates (ASTED) suggests that this type of process for the autonatic preparation of complex biological material prior to HPLC may offer some advantages over conventional procedures.
One of the principal problems encountered with assays of biological material using HPLC is the clean-up techniques that are required. Manually these are usually performed by protein precipitation [4] and liquid/liquid extractions [5] . Even the interfering compounds can affect the chromatography [6] . With dialysis/TEC sample preparation, the chromatograms appeared free from interfering peaks ( figure 4) 
